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To ensure the specificity of the Cyprinus carpio assay was maintained, we again tested for amplification of DNA in multiple fish species when used in combination with the endogenous control assay.
To test PCR amplification efficiency of the assay, calibration curves were generated from a series of five 10-fold dilutions of C. carpio DNA and run in triplicate. DNA was amplified using 20 µL qPCR reactions as detailed in the main text.
To ensure the endogenous control assay did not interfere with the efficiency of the speciesspecific assay, C. carpio DNA dilutions were amplified in a multiplex with the species-specific assay and the endogenous control assay. DNA was amplified using qPCR in 20-µL reactions consisting of 10 µL of TaqMan Environmental Master Mix 2.0 (Applied Biosystems), 1× qPCR species-specific assay mix, 0.75× qPCR endogenous control assay mix, 2 µL of DNA and made up to 20 µL with DNase/RNase free water (Bioline, Taunton, MA, USA). Note that the endogenous control assay is used in limiting amounts to avoid compromising the efficiency of the speciesspecific assay. Results were compared with efficiencies achieved when the species-specific assay was used alone. 
